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pBl 



Ali cls : pAS2DD 
Application : 2HY (ta«i9 
Backbone: 
Specificity : 
Selection : ampicillin 
Constructed by: 

Bpm\ 6327 



>5ivN 5760 



Seal 6720 



Sap I 5226 



PsH 4776 
Sat\ 4770 

BamH 4764 
Xma\ 4759 
Srtwl 4759 
Syi 4749 
Atool 4749 

flsfD3 4749 
Sfi\ 4747 
Mscl 4746 
Wpal 4570 




174B flspEI 
1841 Pmk 
1956 ApaB 
1956 fist API 
2124 Esu 36I 
2174 flsfXI 



flsfB 4026 

flsaB 



3797 



2880 Oral! 
Abel 
2986 /V50MIV 
3269 

3293 fc/1361 
3293 Sac\ 
3384 MttA 
3465 ^ouM 
3515 flte/U 



Oligo 160 



g ag agtagtaa c aaaggt c 



Sfil 



AA AG AC A GTT GA CTGT AT CGC C G GAA TTT AT 
SmaI BamH I Sal I Pst I 



G GCC ATG GAG GCC CCG GGG ATC CGT CGA CCT GCA GCC 
Ncol 

Oligo 161 

AAG CTA ATT [ccgggcgaatttcttatgj 



Oligo 160 5' GAGAGTAGTAACAAAGGTC 3' 
Oligo 161 5' CATAAGAAATTCGCCCGG 3* 
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FIGURE 2 



flpmi 6368 



Alias : pAS2DDNSl 
Application : 2HY (bai§ 
Backbone : pAS2DD 
Specificity : Sfi nan- oriented 
Selection : ampicillin 

AtoU 5BQ1 



Sap I 5267 ' 



Psil 4817 
flsp120l 4805 
/Ipsl 480S 
- SfiTI 4797 
Pac\ 47BB 
aamHI 47B2 
Spe\ 4774 
£331 4767 
Not\ 4766 
SacW 4764 
MM 131 4764 
•Sffl 4753 
Sty! 4749 
Nco\ 4749 
Mscl 4746 
Wpal 4570 




pB5 



1 2B5 Xcrol 
^ 1 268 BseRl 



- 1 74B fl^pEI 

- 1841 Pmk 

* 1956 ApaU\ 
1956 flsfAPI 
2124 Bsu3o\ 
2174 flsfXI 



2880 Dra\l 
2986 Abel 
2986 NgoMW 
32B9 A/rul 
3293 £cfl 361 
3293 Sac\ 
3384 W/d 
3465 PpuM 
3515 flfcAl 



flsfBI 4Q26 

8saB\ 3797 



Oligo 160 



g ag agtagtaa c aaaggt c AAA GA CA GTT G ACT GTAT CG C CG 



GAA TTT ATG 



Sfi I 



Sac n 



Spel 



Bam HI 



GCC ATG GCC GCA GGG GCC GCGGCCGCA CTA GTG GGG ATC C 



Ncol 



Not I 



STOP 



Sfi I 



PstI 



TT AAT TAA 



GGG CCA CTG GGG CCC CTC GAC CTG CAG CCA 



Pad 

Oligo 161 

AGC TAA TT | ccgggcgaatttcttat^ 



Oligo 160 5' GAGAGTAGTAACAAAGGTC 3' 
Oligo 161 5" CATAAGAAATTCGCCCGG T 
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FIGURE 3 



Application: 2HY (bai^l 
Backbone: pAS2DD 
Specificity: Sfi oriented 
Selection : empicillin 
ronfitmctedbv: SW 



Seal 6761 



Bpm\ 



1285 Xcm\ 
1288 flseRl 



/livM S8Q1 



Sap I 5267 ' 



Pst\ 4817 
flsp120l 46D5 
Apa\ 4B05 
■ST/I 4797 
Pact 4788 
BamH 47B2 
Sptfl 4774 
£ag\ 4767 
A/otl 4766 
Sad 4764 
MM 13 4764 
•STA 4753 
Sty I 4749 
A/eol 4749 
Mscl 4746 
Wpal 4570 




1748 B&pB 
1841 

1956 dpaB 
1956 BstAP\ 
2124 fis«36l 
2174 asm 



2986 AfeoMW 
3289 Nru\ 
3293 fc/1361 
3293 Sad 
3384 MM 
3465 f)P«M 
3515 flteAl 



Asm 4026 

fisaB 3797 



Oligo 160 

gagagtagtaacaaaggtclAAAGAGAGTrGACTGrATCGCCG GAATTT ATG 



Sfil 



Sac n 



Spel 



Bam HI 



GCC ATG GCC GGA OGG GCC GCG GCC GC A CTA GTG GGG ATC C 

Not I 



Ncol 



STOP 



Sfil 



Apal 



PstI 



TT AAT 



TAA 



GGG CCA CTGGGG CCC CTC GAC CTG CAG CCA 



Pad 



Oligo 161 

AGC TAA TT |ccgggcgaatttcttatg| 



Oligo 160 5' GAGAGTAGTAACAAAGGTC 3' 
Oligo 161 5' CATAAGAAATTCGCCCGG 3' 
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Alias : pGBT9NSl 
A pplication : 2HY (bai§ 
Backbone : pGBTP 
Specificity : Sfi non- oriented 
Selection : amptcillin 
Canstnictedby:CR 



SnaB 4936 



pB13 



165 Bsta 



Aat\ 4160 




651 Sci\ 
651 XAol 
709 Hpa\ 
724 BsrO 
685 Msc\ 
888 Nco\ 
886 Sty I 
903 W/U113I 
903 Sac I 

905 Afotl 

906 £331 
913 Spe\ 
921 flamH 
927 Pac\ 
944 dps I 
944 flsp12QI 
956 PsM 

1168 Ateel 
1168 AfcoMIV 



flpml 3327 
.flAtfl 3237 



2760 /livN 



1440 flSJ»Fl 

1590 s&m 
1604 CcoRV 
1645 Bsu3B\ 
1747 Mfel 
1603 XjM 
1809 Apaa 
1809 flstAPI 
1929 Pmfi 
2171 Awl 
2226 Sap I 
2349 Aft II 
2349 fl^pLUlll 



Oligo 160 

gagagtagtaacaaaggtcl AAAGACAGTTGACTGTATCGCCG GAA TTT ATG 



Sfil 



Sac n 



Spel 



GCC ATG GCC GGA GGG GCC GCG GCCGCA CTA GTG 



Ncol 
Bam HI 



STOP 



Not I 
Sfil 



GGG ATC CTT AAT TAA GGG CCA CTG GGG CCC CTC GAC 



Pad 



PstI 



Oligo 161 



CTG CAG CCA AGC TAA TT |ccgggcgaatttcttatj| 



Oligo 160 5' GAGAGTAGTAACAAAGGTC 3' 
Oligo 161 5' CATAAGAAATTCGCCCGG 3' 
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Alias : pGBT9NS2 
Application : 2HY (bai$ 
Backbone : pGBT9 
Specificity : Sfi oriented 
Selection : ampicillin 
Constructed bv:CR 



pB14 



1GS est a 



Ppum 5290 
Atol S290 
flfrB 5290 



4aM 4160 




651 Sc/I 
651 XAol 
709 Wpal 
724 Bsrd 
B85 Mscl 
686 Ateol 
6B8 Sty I 
903 W/U1131 
903 Sac I 

905 Atofl 

906 Eag\ 
913 5*>el 
921 flsmH 
927 Pac\ 
944 dpal 
944 asp 1201 
956 Pst\ 

1168 Wad 
r 1166 AfcoMN 



dAcfl 3237 



Oligo 160 



2760 /JikN 



- 1440 flswR 

^= 1590 flstH 
1604 £coRV 
1645 Bsu3S\ 
1747 Me\ 
1803 X6al 
1B09 >»paB 
1809 Bstm 
929 Pmfl 
Awl 
Sap I 

2349 AftW 
2349 fl5pLU11l 



gagagtagtLcaaa^ A AAGACA GTT G ACTGTATCGG CG GAA TTT ATG 



Sfi I 



Sac n 



Spel 



GCC ATG GCC GGA CGG GCC GCG GCC GG A CTA GTG 



Ncol 



Not I 



Bam HI 



STOP 



Sfi I 



Apal 



GGG ATC CTT AAT ITAaI GGG CCA CTG GGG CCC CTC GAC 



Pad 



PstI 



Oligo 161 



CTG CAG CCA AGC TAA TT ccgggcgaatttcttatg 



Oligo 160 5' GAGAGTAGTAACAAAGGTC 3' 
Oligo 161 5' CATAAGAAATTCGCCCGG 3' 
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pB20 



Alias : P LexlONS2 
A pplication : 2HY Cbai$ 
Qackbone: pLexlDCpBST) 
Specificity : Sfi- oriented 
Selection : ampicillin 
Cpnsfructecjfry: LD 



161 Bsta 



447 Hind 
447 Hpa\ 
466 Bcf\ 
S17 /Wul 

759 flswl 

957 Pme\ 



PpuAQ\ 5451 
Ate/1 5451 
flfrH 5451 
Ntm?JT\ 5445 
5445 




975 

998 Xcm\ 
1045 £coF3 
1QS3 Sffl ■ 
1064 Est OS 
1064 Wu113l 
1064 Sac I 

1066 /Vofl 

1067 £sg\ 
1074 5£el 
1062 BamH 
1088 Pad 
1 097 sr/i • 
1105 4pal 
1105 fl$p1201 
1117 Psfl 

1329 Ate*l 
- 1329 NgoMM 



Aat\ 4321 



Bpm\ 3488 
flssl 3470 
3398 



a mm 2921 



1601 fls/»Fl 

17S1 flsfM 
1806 Bsu36l 

1964 Xba\ 
1970 /IpaQ 
1970 flstW 
2090 PmA 
2332 Awl 
2387 Sap\ 
2S10 fl«pLU11l 



EcoRI 



Sfil 



Not I 



Spel 



GAA TTC GGG GCC GGA CGG GCC GCG__GCC GCA CTA GTG 
BamH I 



Sac n 



STOP 



GGG ATC CTT AAT 



TAA 



Pad 



GGG CCA CTG GGG CCC CTC GAC 
Sfil 



CTG CAG 
FstI 
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FIGURE 7 



pPl 



Sc/I 7932 
Sfx\ 7917 



Xfia! 7533 



377 Bss HI 
435 Sca\ 



SnaB\ 71 94 



Hpa\ B552 



Nru\ 61 46 
fl/pl 6111 =; 
flael 6D56 



Sse 864 71 57 7B 

flsJEII 5622 
Ctel 5506 
>1flel 5407 




Alias : pACTIIst 
Application : 2HY (pre^ 
Backbone: pACTII 
Specificity : 
Selection : ampicillin 
Constructed by: 



EcoRV 4909 



BsrG\ 4536 

Oalll 4092 



1392>WwNI 



- 1928Sapl 



20597*) 11 11 
2157BS/77BI 



2575Bs£|l 

2764«3fll 
2905SexAI 
2934Mul 
3094 Sfi\ 
3096AltOl 
31 06 Smal 
3106#fr>al 
3111 Barrel 
3117£coRI 
3123eanll 
3123&T/136II 
31 23 Sac I 
31 43 Sc/I 
31 43X/WI 



ABS1 



cgtt tgg a ate a eta c ag£ 



JC90 



G ATGTTT AATA C CA GTA C AAT GG ATG AT GTAT AT A ACT AT CT ATT 

Bgin 



eg atgatg aag at ac c c c acca aa 



CCCAAAAAAAGAGATCTGTATGGCTTACCGATACGATGTTOCAG 
Sfi I Smal BamH I 

ATT AC GCT AGCTTG GGT GGT CAT AT G G C C ATG G AG GCC CCG GGG ATC CGA ATT 

Nco I 

Sac I Xhol Bgin 

CGA GCT CGA CTA GCT AGC TGA CTC GAG AGA TCT ATGAAT 



cgtagatactgaaaaacc cc 



GCAAGTT 



cacttcaact gtgc ategtg 



caccatctcaatttc 



162 



ABS2 



53 



ABS1 5' C GT T TG G AAT C AC TACAGG 3' 

JC90 5' C G AT G AT G A AG AT A C C C C AC C A AA 3' 

162 5' GGGGTTTTTCAGTATCTACG 3' 

ABS2 5' CACG AT G CACAGTT GAAG TG 3' 

53 5" GAAAT TG AG ATG GT G CACG AT GC AC 3* 
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FIGURE 8 



P P2 



flc/l 7947 



X/wl 7548 



Hpa\ 65B7 



W/ul 6161 

6126 = 
flfftf! 6071 " 



Sse8647l 5793 

flsfEII 5637 
Cfa\ 5521 
/lael 5422 




Application: 2HY (pretf 
Backbone: pACTIIst 
Specificity : SFi non- on ente d 
Selection : ampicillin 
Constructed by :SW 



£ coRV 4924 

BSfO\ 4551 



Drall 4107 



1392 AWN 



192B Sspl 

2059 rami 
2157 Bsma 



2575 flspl 



2764 RsM 
SexAl 
M&jI 
Nco\ 
I ■ 

3111 Mfo113I 
3111 SacU 
3129 flsiwH 
3135 Pad 
3144 Sfil ■ 
3152 4pal 
3152 BsnW 
3152 fl$p120l 
3158 ScA 
3158 XAol 



ABS1 



CG 



cgtt tgg a ate acta c agg 



JC90 



cgatgatgaagataccccaccaaa 



G ATGTTT AATA C CA CTA C AATGG AT G ATGTAT AT A ACT ATCT ATT 

Bgin 

G C C AA AA AA AG AG ATCT GT AT GG CTT A CC CAT A CG AT GTT OC AG 

sfi i Sac n 



ATT A CG CTA GCTT GG GTG GT C ATAT GG C C ATG G CC GCA GGG GCC GCG GCC GCA 

Ncol 

BamH I Pac I 



CTA GTG GGG ATC CTT AAT 
ATGAAT 



eg t ag at a c tg a aaaac c c c 



TAAl GGG CCA CTG GGG CCC CTC GAG AGA TCT 

Stop 

GCAAGTT 



cacttcaact >tgcatcgtg 



caccatctcaatttc 



162 ABS2 
ABS1 5' C GT T TG GAAT C AC TAG AGG 3' 
JC90 5' CGATGATGAAGATACCCCACCAAA 3' 
162 5' GGGGTTTTTCAGTATCTACG 3' 
ABS2 5' CACG AT G CACAGTT GAAG TG 3* 
53 5' GAAATTG AG ATGGT G CACG AT GC AC 3' 



53 
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FIGURE 9 



pP3 



'iff 
- ■*. 
t 

4 '-. 



flc/l 7947 

Xba\ 7S4B 



S/>aBI 7209 



Hps\ 6567 



Afrul 6161 
6126 
Bae\ 6Q71 



Sae8647l 5793 

flat Ell 5637 
Cfel SS21 
/Ipel 5422 




EcoRV 4924 



BsrGI 4551 



O-alll 4107 



Application : 2HY (pretf 
Backbone : pACTIIst 
Specificitv :Sfi oriented 
Selection : ampicillin 
Constructed bv :SW 



392 AtoM 



- 1928 Sapl 



2059 7M111I 
2157 flswBI 



2575 Bsg\ 

2764 RsrU 
2905 SexAi 
2934 MM 
Wcol 
SfA - 
3111 JMb113l 
3111 Sacll 
3129 Bam HI 
3135 Pad 
3144 Sfl'l - 
3152 -flpal 
31 52 flan 1 1 
3152 a^p120l 
3156 Sci\ 
3158 Xfcol 



ABS1 



CG 



cgtttggaatc actacaggj GATGTTTAATACCACTACAATGGATGATGTATATAACTATCTATT 



JC90 



cgatgatgaagataccccaccaaa 



Bgin 

C C C AA AA AA AG AG ATCT GT AT GG CTT ACCC AT A CG AT GTT OC AG 

Sfil Sac II 



ATTACGCTAGCITGGGTGGTCATATGGCCATG_GCC GGACGG GCC GCG GCC GCA 

Ncol 

EamH I Pad 

CTA GTG GGG ATC CTT AAT (TAA]GGG CCA CTG GGG CCC CTC GAG AGA TCT 
ATGAAT 



cgt agata ctga aaaacc c c 



Stop 

GCAAGTT 



cacttcaact>tgcatcgtg 



caccatctcaatttc 



162 



ABS2 



53 



ABS1 5' CGT T TG GAAT C AC TACAGG 3' 

JC90 5' CGATGATGAAGATACCCCACCAAA 3' 

162 5' GGGGTTTTTCAGTATCTACG 3' 

ABS2 5' CACG AT G CACAGTT GAAG TG 3' 

53 5' GAAAT TG AG ATG GT G CACG AT GC AC 3' 
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1002 



FIGURE 10 



pP6 



.■A 



flaw I 7120 
fipc/101 7001 
tfgoMW 7011 
Aiae\ 7011 
Sfcl 0840 
A/arl QQ45 
Km I 0946 
fltel 0946 
P* 
SW 
Sph 
Ppj10\ 0508 

Ais\ osoe 

fl/rBI 0508 



STwBI 0154 
flssAI 0154 



3fljgl 
547/?arll 
088 Sc*AI 
717 WJk/l 
834 A/ co I 
938 S«l • 
840 Aflt/1 131 
840 Sac II 
851 tfctl 
850 Spel 
887 Bam HI 
882 Sf/I • 
800 Apa\ 
BOOflanll 



BOO B sp 1201 



Alias . pGAD3S2XNSl 
A pplication : 2HY (pr e# 
Backbone : pGAD3S2X 
Specificity : S fi non- on ente d 
Selection : ampicillin 
Constructed bv:SW 



AatU 5378 




134Wscl 



/UmNI 3077 



APSX 



2450 >W II 

2 BOO flair Fl 
2023 Ctet 
2730 flrf Ell 
Pf}M\ 
PpuM\ 

. S«B047I 

3101£Jael 
33B8PU/II 
3443 S^Jl 



cgtt tggaatc actacagg GATC 



TIT A AT A OCA CT ACA ATG GAT GATGT AT AT AACT AT CT ATT 



1188 



c gateatgaagataccccaccaaa| CC C AA AA AAA GAGAT CCT AG AACTA 

JC90 Sfil Sacn Spel 

GCC ATG GCC GCA GGG GCC GCG GCC GCA CTA GTG GGG ATC 



Bam HI 



Ncol 

STOP 



Not I 



Sfil 



Xhol 



Xbal 



TT AAT 



TAA 



GGG CCA CTG GGG CCC CTC GAG [TAG) CffA~GfTG TC |T AGf , 

STOP STOP STOP 



GGCCCGGTACCCAATTCGCCCT ATAGTG AGTCGTATT ACAATTCACT GG CCG TCGTTTTA 

GCAA 



C A ACGT CGT G ACTGG G AA AACCCT GATCT ATGA AT 



cgtagatactgaaaaacc cc 



GTT 



cacttcaact jtgcatcgtg 



c ac c atct c aatttcttt c 



162 



ABS2 53 
ABS1 5' CGTT TGGAATC ACTACAGG 3' 
JC90 5' CGATGATGAAGATACCCCACCAAA 3* 
162 5' GGGGTTTTTCAGTATCTACG 3' 
ABS2 5' CACG AT G CACAGTT GAAG TG 3' 
53 5' GAAAT TG AG ATG GT G CACG AT GC AC T 
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re 



FIGURE 11 



pP7 



358 fl«l 

547 /?s* 



flsml 7120 
fl/wlOI 7091 
AfcpMIV 7011 
Ateel 7011 
Sfol 6945 
Aterf B94S 
Kas\ 6945 
flfcel 6945 
Psfl 6609 
Sbf\ 6808 
SpAl 6803 
PpulOI 6508 
Wsl 6508 
flfrBI 6508 



S/wBI 61 54 
fisaAl 6154 



638 SexAl 
71 7 Mtd 
834 Wool 
838 Sffl - 
849 WA/1131 
849 Sac I 
851 Atatt 
859 Spel 
867 BamH 
882 Sffl • 
690 4psl 
890 fla/jl 
890 fl*>120l 
896 Sci\ 
896 XAol 
911 Xba\ 

1134 Wscl 



Alias : pGAD3S2XNS2 
Application : 2HY (pretf) 
Backbone : pGAD3S2X 
Specificity : Sfi oriented 
Selection : ampicillin 
Constructed bv:SW 



Aat\ 5378 




flcgl 4976 
P/u\ 4827 



4455 



ABS1 



AtoM 3977 



2459 /Iff I 

2609 flsmR 
2623 C/d 
2739 flsfEl 
2862 PffMI 
2883 PpwMI 
2883 Sa? 86471 
3161 flael 
3388 P/ul 
3443 Sap\ 



cgtttggaatcactacagg 



G ATGTTTAATA CCA CTA C AATGG AT GAT GTAT AT A ACT ATCTATT 



JC90 , 

cgatgatgaagataccccaccaaa| CC C AA AA AA A GAG AT CCT AG AA CTA 



Sfil 



Sac n 



Spel 



Bam HI 



G CC ATG GC C GGA CGG G CC GCG G CC GCA CTA GTG GGG ATC C 
Ncol Not I 

STOP Sfi I Xhol Xbal 

TT AAT ItaaI GGG CCA CTG GGG CCC CTC GAG |TAGl c lrA g| tG TC fr AGW 

STOP STOP STOP 

GGCCCGGTACCCAATTCGCCCTATAGTGAGTCGTATTACAATTCACTGGCCGTCGTTTTA 
C A ACGT C GT G ACT GG G AA AA CC CTGATCT AT GA AT 



GTT 



cacttcaact gtgc atcgtg 



ABS2 



egtagatactgaaaaacc cc 



GCAA 



caccatctcaatttcttt 



162 



53 



ABS1 5' CGTTTGGAATCACTACAGG T 

JC90 5' CG AT GAT GAAGAT ACC CC AC CAAA 3' 

162 5' GGGGTTTTTCAGTATCTACG 3' 

ABS2 5' CACGATGCACAGTTGAAGTG 3' 

53 5' GAAATTGAGATGGTGCACGATGCAC 3' 
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pjaej 



T23 



fori ISA 



pT25 

3(90 bp 



MCS: 
PctI 



toil 

inl_ 



T25 MCS 



sain*) Xbel(*) 



BamHI . 



Kpnl 



GCT GCA GGG TCG ACT CTA GAG GAT CCC CGG GTA CCT AAG TAA 
CCA CCT CCC AGC TGA GAT CTC CTA GGG GCC CAT GGA TTC ATT 
SLA ALA GLY SER THR LEU CL.U ASP PRO ARG VAL PRO LYS STOP 



Derivative of pACYQ84 



(+) Restriction fite i* not unique 



T25 



fori ISA 



pKT25 

3442 bp 



MCS: 
Pitl 



T25 MCS 



Sall(*) XhftI 



BamHI _ 



Kpnl 



CCT GCA GGG TCG ACT CTA GAG GAT CCC CGG GTA CCT AAG TAA 
CGA CCT CCC AGC TGA GAT CTC CTA GGG GCC CAT GGA TTC ATT 
ALA GLY SER THR LEU OAJ ASP PRO ARC VAL PRO LYS STOP 



ofp9J40 



(«) Restriction fife i* not unique 
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FIGURE 14 



pCmAHU 



ptacUV5 



MCS 




cat 



Ori p15A 

— ipm — 



MCS 




cat 



Orip15A 



BamHI Kpnl 

r 



AAGSTLEDPRVP Kstop 



pT18 



ptoc UV5 

/ 225~ ~~ 



bta Ori C 



* 225~~~ 



Kpnl 



MCS 



tgggtaccgggccccccctcgaggtcgacggtatcgataagcttgatatcgaattcc 
WVPGPPSRSTVS I SL I SNS 
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FIGURE 15 
Selective Interaction Domain (SID®) 



:l o o«4-3|iip y - o «*■ 3 o o s 



Protein 




Selected 

fragments 

(Preys) 



Interacting domain 
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FIGURE 16 
Protein Interaction Map (PIM®) 



I hu&xn J [OK] 
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